Control experiments using the GFP-Grp1 probe, showing that PIP3 accumulates at the plasma membrane with a moderate intensity in control embryos relative to Dp85 injected embryo, which display a weak PIP3 signal on the membrane and p110 caax injected embryo, which shows a strong and membrane-specific accumulation of PIP3. Scale bar: 20 mm.
Fig. S2. Erk and PI3K signalling regulate distinct phases of wound healing (Related to
). (A) Schematic diagram of RasErk pathway. Spred1 disrupts signal transduced from Ras to Raf, PD184352 inhibits MEK activity. (B) Schematic diagram of PI3K signalling. Dp85 is the dominant negative form of the regulatory subunit of PI3K, p110 CAAX is the constitutively active form of the catalytic subunit of PI3K, LY294002 specifically inhibits the catalytic subunit of PI3K. Akt phosphorylation requires PIP 3 guided translocation of PI3K to the plasma membrane, PDK1 and PDK2 phosphorylates Thr308 and Ser473, respectively. (C-E) Magnified view of spred1 (C-C'), Δp85 (D-D') and p110 caax (E-E') injected embryos at key time points post wounding in parallel comparison with controls. Scale bar: 200 mm. (F-I) Quantifications of relative wound closure of PD and LY treated embryos 10 min (C), 30 min (D), 60 min (E) and 120 min (F) post wounding. Mean wound closure percentage of control embryos was normalized to 1; other groups show relative closure against control. Non-parametric Mann Whitney test was used to test for significance between control and other groups. *p<0.05. **p<0.01. ***p<0.001. ns: not significant. Results are shown as means ± SEM from at least three independent experiments. For each experiment, at least 3 embryos were taken for each group. . 1) . Movie shows formation of circumferential actin ring at the wound edge. Movie starts from 10 min post wounding. Embryo was injected with mRNA encoding GFP-moesin (actin binding domain) and wounded at St.10. Images were taken every 30 sec. 10 frames.
